experimental evidence to suggest its exogenous origin in pufferfish, demonstrating the absence of the toxin in cultured pufferfish and showing the remarkable regional as well as individual variations in toxin content.1~4) Recently, we have proved in two species of pufferfish, Fugu pardalis and F. poecilonotus, the presence of anhydrotetrodotoxin (anhydTTX), 4-epitetrodotoxin, and tetrodonic acid, in addition to TTX, 5) and constructed a fluorometric
HPLCanalyzer to detect these compounds.6) A subsequent survey of herbivorous fish for TTXand its derivatives suggested their occurrence in two species of parrot fish, Ypsiscarus ovifrons and Scarus gibbus, and in an angel fish, Pomacanthus semicirculatus.1) TTXwas also confirmed in xanthid crabs, Atergatisfloridus8)
and Zosimus aeneus,9) and a red calcareous alga, Jania sp., was suggested to transmit the toxin to S. gibbus and Z. aeneus.7) In a further search for the true origin of TTX, we investigated the toxin production of a bacterium, Pseudomonas sp., previously isolated by Kotaki et al.10) (540 Mg/kg).5) A partially purified sample containing A and B was heated in 2n NaOHfor 45min in a boiling water bath. The solution was neutralized with HC1 and the degradation produts were extracted with BuOH. After evaporating the BuOH,the residue was chromatographed on a Develosil ODS column (2x25cm, NomuraChemicals Co.) with 0.5n HOAcMeCN(95:5) at a flow rate 3.0ml/min, and a compound (C) eluted between 20~24min was collected. Rechromatography ofC proved it to be indistinguishable from the authentic 2-amino-6-hydroxymethyl-8-hydroxyquinazoline (C9 base) prepared from TTXfollowing the method ofTsuda et al.12) (Fig. 2) . The mass and 162 (M+-HCO) (Fig. 3) .
Thus, the bacterial sample was confirmed to yield C9 base upon alkaline treatment, as do TTX and its derivatives.12) The FAB mass spectra of A and B taken on a JMXDX303 spectrometer using glycerol as the matrix exhibited ions at m/z 320 and 302, which were assignable to (M++H) ions of TTX and anhydTTX, respectively (Fig. 4) . Thus all the chromatographic and spectral data support that A and B isolated from the culture of a Pseudomonas sp. are identical with TTX and anhydTTX, respectively.
As TTX and anhydTTX had been confirmed to remain unchanged during similar extraction and purification procedures,5} the two toxins were judged to be the genuine products of the Pseudomonas sp.
